SUMMARY We compared the survival of a laboratory strain of Chlamydia trachomatis serovar L-2 in different media and at different temperatures (room temperature, 4°C, and -700C). At these temperatures the best storage medium was 2SP (0 2 mol/l sucrose in 0 02 mol/l phosphate buffer supplemented with 10%o fetal calf serum). We used material obtained from patients to study the sensitivity of the culture method as a function of sample storage time and temperature.
Introduction
Culture of the organism from patient material on a suitable cell line is still the most important method of diagnosing chlamydial infection. Many studies have aimed at improvement of the culture method. The sampling of material' 2 and the cell line34 have all been subject to investigation. Few data are available, however, on the survival of C trachomatis in the most widely used transport medium, 2SP (Oa2 mol/I sucrose in 0-02 mol/l phosphate buffer), and the diagnostic implications of survival rates. For such studies it is important to use patient material that, unlike clean laboratory strains, is rich in many substances and cells (such as leucocytes, antichlamydial antibodies, bacteria, and sperm constituents) which can influence the growth of chlamydiae on the monolayer. Reeve found a 17% decrease in positive cultures after storage of the material at -70°C for one week,5 whereas Ngeow observed no loss after freezing the material in liquid nitrogen. 6 We studied a) the survival of a laboratory strain of C trachomatis, serovar L-2, in three different media and b) how storage of patient material under different conditions influenced the sensitivity of the culture method.
Materials and methods

CULTURE PROCEDURE
A 100 Ml sample of material to be tested for the presence of chlamydiae was inoculated on an HeLa 229 monolayer formed on a round coverslip in a flat bottomed tube. Except when the inoculum was the laboratory strain L-2, the monolayer was washed twice with 30 Mtg/ml diethylaminoethanol (DEAE) dextran in Hank's balanced salt solution before inoculation. After centrifuging the inoculated monolayers at 3700 g for one hour we added 1 ml growth medium which consisted of Eagle's modified minimal essential medium which contained 5% fetal calf serum, 4 Table II shows the results of our investigation into the effect of storing material from patients on chlamydial survival. Storing reduced the number of positive cultures by 11-15% depending on the storage temperature. Storing patient material also unmistakably reduced the number of inclusions per coverslip. Table III shows that this reduction depended on storage times and temperatures and amounted to 40-70% of the number of inclusions formed after inoculation of the material immediately after Table IV shows that in a group of patient samples which gave negative results after immediate inoculation, 4% (7 of 178) gave positive results after storage for 48 hours at 4°C, and 207 (4 of 162) after 1 week at -70°C. 
